Abstract. The aim of the present study was to use an enzyme-linked immunosorbent assay (ELISA) to determine the concentrations of Lifeguard (LFG) protein in the serum of 36 patients diagnosed with breast cancer and to compare these values with the concentrations of LFG protein in the serum of 7 healthy volunteers in order to detect a possible association between the expression of LFG in the serum and the degree of malignancy of the disease. Although there is no direct association between the LFG protein concentration in the serum and the degree of malignancy of breast cancer, a statistically significant distribution of the concentration in all investigated samples was observed. This indicated an association between the LFG protein concentration in human serum with a currently unknown factor.
Introduction
In 1785, Johann Heinrich Jänisch created one of the first studies of a disease that triggers up to 14 million new cases worldwide per year: Cancer (1) . Statistics published by the World Health Organization (WHO) in 2014 list the most common localizations of tumors (1) . In men, by far the most common cancer, accounting for 16.7% of cancer cases, occurs in the lungs, followed by prostate cancer, accounting for 15.0% of cases, and colorectal cancer, accounting for 10.0% of cancers. In women, lung cancer accounts for 8.7% of cancer cases, but mostly the mammary gland is affected, accounting for 25.2% of cancers (1) . In 2010 alone, there were >70,000 new cases of breast cancer diagnosed in Germany. Statistically, 1 in 8 women develop breast cancer during their lives (2) . Although the mortality rate has demonstrated a decreasing trend in the past decade, in 2014, 89,300 breast cancer-associated mortalities were predicted across the EU (3) . An early detection is essential for successful treatment of the disease. The survival rate increases significantly with early detection of the tumor (4) . With screening methods such as mammography screening, an early diagnosis is possible; however, 48% of all diagnosed tumors in the mammary gland are already in an advanced stage of disease at the time of diagnosis. Identification of tumors at an early time point is therefore just as important as devising new therapies to further curb the disease (2, 3) .
In previous years, the protein Lifeguard (LFG) has been associated with breast cancer (5) (6) (7) . In certain cells, increased expression of this protein in vitro resulted in a failure of programmed cell death. In human tissue, increased expression was detected, particularly in breast cancer cells (8) . In addition, the C-terminal shortened β-isoform has enhanced expression in breast cancer cells and tissues. Notably, primary breast cancer cell lines and tumor tissues showed a stronger expression of the isoform compared with established cell lines, in which the longer isoform was strongly expressed. The isoform of the protein may also protect cells of the mammary gland from apoptosis and result in an increase in gene expression of members of the Akt signaling pathway (9) .
Furthermore, it was demonstrated that LFG is regulated by the lymphoid enhancer-binding factor 1 (LEF-1) transcription factor, whereas LEF-1 is activated via the phosphoinositide 3-kinase (PI3K)/Akt pathway and interacts with membrane-bound phosphatidylinositol lipids that are also involved in the phosphorylation and activation of Akt kinase (5). In follow-up studies, the expression of the LFG protein was successfully suppressed by the use of specific small interfering (si)RNA against the LFG transcript and the LEF-1 transcript (5,6). The siRNA-transfected cells showed significantly increased apoptosis in the presence of perifosine and the chemotherapeutic agents erlotinib and trastuzumab in breast carcinoma and sarcoma cell lines (6,7). Bucan et al identified tripartite motif-containing protein 21 (TRIM21) as an interaction partner of LFG (8) . TRIM21 is a protein composed of 4 domains that plays a role in the regulation of gene expression (10, 11) . The present study aims to verify whether the disease degree of breast cancer is associated with the LFG protein concentration in the serum of patients. The concentration of LFG protein in the serum of the patients and volunteers was assessed with a FAIM2 ELISA kit (MyBioSource, Inc., San Diego, CA, USA), which was used in accordance with the manufacturer's protocol. A double determination was performed on 36 patients. In addition, 14 wells of a 96-well plate were filled with the serum of healthy volunteers. All sera were stored at -20˚C prior to use. A positive control of 150 ng/µl pure LFG protein was added to 2 wells. In order to accurately identify the concentration, a standard was created according to the manufacturer's protocol for the ELISA kit, which may indicate a concentration between 39,063 and 2,500 pg/ml. Following addition of all the samples and a subsequent 2 h incubation at 37˚C, a biotin antibody was added and again incubated for 1 h at 37˚C. Subsequent to several washing steps, horseradish peroxidase-avidin (eBioscience, Inc., San Diego, CA, USA) was added to each well and incubated for 1 h at 37˚C. Subsequent to washing, 3,3',5,5'-tetramethylbenzidine substrate (Sigma-Aldrich; Merck Millipore, Darmstadt, Germany) was added to each well and incubated in the dark for 30 min at 37˚C. Finally, this was followed by the measurement of the fluorescence signals of the plate at a wavelength of 450 nm with a GENios plate analyzer (Tecan, Männedorf, Switzerland).
Anti
Statistical analysis. The data obtained were analyzed with Origin software version 9 (OriginLab Corporation, Northampton, MA, USA). All experiments were performed in triplicate and repeated at two independent time points. Data are presented as the mean ± standard deviation. P<0.05 was considered to indicate a statistically significant difference.
Results

Investigation and statistical evaluation of measured values.
Measurement with the ELISA kit was performed to assess whether an association exists between the concentration of LFG protein in the serum of patients and characteristic properties of breast cancer. Therefore, the concentration of LFG protein in the serum of 36 patients diagnosed with breast cancer and the concentrations in the serum of 7 healthy volunteers were assessed. The measurement of LFG serum concentration was performed by detecting the optical density (OD) of the serum samples. The OD 450 values are shown in Tables I and II. In order to convert the OD 450 values in the corresponding concentrations, the preparation of a calibration curve based on the standard was necessary. This is shown in Fig. 1 . It was essential that the straight line extended through the origin, as this ensures that, in the samples in which the solvent is present exclusively, a corresponding OD 450 of 0 is obtained. The conversion factor of OD 450 to the concentration (ng/ml) was performed using the following equation: c (sample) = OD 450 x (0.84 ± 0.073) where c was the concentration in ng/ml and OD 450 was the OD measured at a wavelength of 450 nm.
Using the calibration curve, the serum LFG concentrations of patients and healthy subjects was determined. The OD values for the 36 patients are reported in Table III. Each  element of Table III corresponds to the average LFG concentration of a duplicate determination in serum of the respective patients. Table IV reports the average LFG concentrations of a duplicate determination in serum of healthy subjects, as well as the measurements for the positive control. To visualize an overview of the spread of the values, a box plot was prepared for each group of patients and healthy volunteers, which are shown in Figs. 2 and 3.
The resulting calculated statistical values are listed in Table V . In each measurement, the standard deviation was extremely large. The standard deviation in the patient group was almost 40% of the mean value; in healthy subjects the standard deviation was ~41% of the mean. While the average value in healthy volunteers was 0.03 ng/ml higher than the average value in patients, the median was similar in the patient group and healthy volunteers, at 16.8-17.1 ng/ml. When comparing The interval width Δx was derived by dividing the breadth by the number of intervals, as follows:
Δx (ng/ml) = breadth / √n (patients) = 0.04885 ≈ 0.05 Thus, the value range was divided into 6 intervals on an identical length of 0.05 ng/ml. These are shown in Table VI . As the box plots reveal, in the patients and healthy subjects there was no equal distribution over all intervals, but a clear maximum in one of the intervals. The maximum number of patients was in interval 1. Until interval 3, the frequency of concentrations steadily declined. The number of patients in interval 4 was slightly higher than interval 3. No patients demonstrated concentrations in interval 5 and only 5.7% of the measured values were classed as interval 6.
A similar result is shown in the histogram of the healthy volunteers. The interval with the highest frequency was, however, interval 2. None of the measured values lay in intervals 1 or 4. The remaining intervals 3, 5 and 6 reflect an equal distribution of 14.3%.
Evaluation of measured values according to patient and tumor characteristics.
Additional evaluation of the measured values was performed as a function of multiple attributes of the patients and breast cancer. These characteristics included: Age of the patients; type of histological finding; presence of various growth factors, consisting of progesterone and estrogen receptors, and human epidermal growth factor receptor 2; Ki67 value; grade of the tumor; and size of the tumor and presence of lymph node involvement, as well as metastases.
In Fig. 6 , the average measured serum LFG concentration of patients is shown as a function of their age. As an interval breadth, the root of the span width was taken: Δx = √span width = √79 -30 = 7 years Due to the extremely high standard deviation, as well as the similar average values in almost all intervals, a uniform distribution of LFG protein concentration in all investigated ages may be assumed. Fig. 7 shows the measured serum LFG concentration of the patients, depending on the histological findings of breast cancer. The similar mean and the high standard deviations for the two possible types of findings indicate no direct association with the LFG protein concentration in the serum of patients. In Fig. 8 , the measured concentration of patients depending on the detection of various types of receptors as growth factors is mapped.
In Fig. 8 , it can be observed that the LFG protein concentration is not decisive on the presence of a receptor, as also in this approach an equal distribution of all arithmetic means and high standard deviations can be obtained. In Fig. 9 , the measured concentration of patients is exhibited depending on the Ki67 value of breast cancer. As interval limits, the root of the maximum possible amount was taken for the Ki67 value: Δx = √Ki67 (maximum) = √100 = 10
In Fig. 9 , all bar heights for the individual intervals were of a similar value and the existing standard deviations had strong variances. Fig. 10 shows the measured concentration of LFG protein of the patients, depending on the grade of the tumor. In Fig. 10 , it was also shown that each bar was of a similar value and each bar had a large standard deviation. Fig. 11 shows the measured concentration of the patients depending on the properties of the different stages of cancer.
In Fig. 11 , with the exception of the concentrations of the measurements N1 and N2, all bars were approximately the same value. The bar N1 shows a concentration of 0.253 ng/ml, which is higher than any other. The level of the N2 bar is the lowest at 0.131 ng/ml. With the exception of M1, N2 and T3, all standard deviations are at a value of at least ±0.05 ng/ml.
The standard deviation of N2 and T3 is 0.03 ng/ml. The standard deviation of M1 is 0.015 ng/ml, and the lowest of all the standard deviations.
Discussion
In the box plots of Figs. 2 and 3 , as well as in the histograms of Figs. 4 and 5 , it can be observed that the LFG concentration in the serum of patients and also from healthy volunteers is not arbitrarily large, but dependent on a previously unknown subject. The mean LFG protein concentration in the serum of all samples was 0.1-0.2 ng/ml, with certain exceptions (≤0.39 ng/ml). The histograms do not contain an equal distribution of concentration over the entire intervals, but instead demonstrate a maximum at an interval followed by lower concentrations in higher intervals. Comparing the two histograms, the frequency distribution appears to be similar, which initially does not indicate a direct function of the LFG protein concentration in the serum of patients with the characteristics of breast cancer.
The LFG protein concentration in the serum of patients is presented in Figs. 7-10 . Although there are differences between certain average values of concentrations, the standard deviation of all measured values is too high, as that there may be an association between the LFG protein concentration and a property. Fig. 10 shows that tumor size and the occurrence of metastasis are not directly associated with the concentration of LFG protein in the serum. Although the average concentrations in patients without metastases is higher than in patients with metastatic disease, there is such a large standard deviation in the measurements of the patients without metastases that no clear dependence can be detected. Additionally, only three readings of patients with metastases were available for measurements, and therefore no statistically significant differences were identified.
A similar problem appears with the values of the patients with lymph node involvement. The mean values show the tendency that with a low involvement level of the lymph node (N1), a higher LFG protein concentration is present in the serum compared with no (N0) or higher lymph node involvement (N2 + N3). By contrast, the standard deviations are high. Furthermore, there were only 4 samples available for N1, 3 samples for N2 and 6 samples for N3, so that an insufficient statistical significance exists in the present analysis. Fig. 6 shows that the concentration of LFG protein in the serum of the patients is also not dependent on the age of patients, since there is an equal distribution across all ages. Also, in this measurement there were too few samples available for the age groups, with low or no standard deviation to underline a statistical significance.
Despite the results of the histograms, Tables I and II must be observed critically as there is a high variance within several duplicate determinations in certain cases. In one case, concentrations of 0.2155 ng/ml and 0.3863 ng/ml were determined, resulting in a difference of 0.181 ng/ml. Assessing the other readings, this difference in results is extremely high and is likely to be caused by errors in the experimental procedure. The fluorometer GENios Tecan, which was used to determine the OD 450 values, could have performed an erroneous measurement. However, since a value of 0.12 ng/ml was determined for the positive control and thus only a difference of 0.03 ng/ml is present from the true value, this possibility can be excluded. The general failure of the method can also be excluded due to the correct measurement of the standard; however, the possibility that an erroneous measurement was performed in individual wells remains. With the exception of that possibility, the ELISA kit used is described as highly sensitive, so small errors may have a major impact on the result. In particular, the washing steps subsequent to drying are described with numerous possible error sources, as not only a certain degree of care, but also a fast working speed is required.
The present results demonstrate that a discrete concentration of LFG protein is present in the human serum. Taking into account that LFG is a transmembrane protein and, accordingly, assumes a large extent of cellular functions, this is a significant identification.
Using the ELISA kit, a direct association between the LFG protein concentrations in the serum of patients and various characteristics of breast cancer was excluded. Thus, the initial hypothesis to use the LFG protein concentration in the serum as a tumor marker for the diagnosis of breast cancer cannot be realized. However, the histograms demonstrate distinct maxima, which indicate an association with a currently unknown factor. Thus, further investigation is required. For example, additional examination of the association between other medical conditions, such as rheumatoid arthritis or diabetes, as well as everyday habits such as diet and smoking as aspects associated with LFG protein concentration in the serum. Therefore, additional research on the origin of the LFG protein concentration in the serum may provide important insights into the human biological function and operation of the LFG protein.
